Ultrasensitive quantitative virological assays: additional information on methods
The ultrasensitive quantitative in-house HIV-1 RNA assay used the Qiagen QIASymphonySP for automated extraction of HIV-1 RNA from 1000µl of plasma sample using the cellfree1000 protocol and the QIAsymphony DSP Virus/Pathogen Midi Kit. The elution volume was set to 60µl, and the assay used targets for HIV-1 LTR and HIV-1 POL as well as brome mosaic virus (BMV) RNA as an internal control, which was introduced extraction stage at 6pg per sample.
The RT-PCR reaction was set up as a 50µl volume using the Invitrogen Superscript III one step RT-PCR kit containing 20µl of the extracted RNA and 0.2µM of the following primers and probes: HIV1LTRTaq1 -5' GCCTCAATAAAGCTTGCCTTGA; HIV1LTRTaq2 -5' GGCGCCACTGCTAGAGATTTT; HIV1LTRProbe -5' FAM TGTGACTCTGGTAACTAGAGATCCCTCAGAC TAMRA; HIV1POLTaq1 -5' TGTACCAGTAAAATTAAAGCCAGGAA; HIV1POLTaq2 -5' TATGGATTTTCAGGCCCAATT; HIV1POLProbe -5' FAM-TGGATGGBCCAARRGTYAAACARTGGCCATT -TAMRA; BMVTaq1 -5'-GTTCACCGATAGACCGCTG; BMVTaq2 -5'-AAGAGCCCGGAATGTCAA; BMVProbe -5'-VIC-CCTCAAGCTGAAATGGCACGGATG-TAMRA. The RT-PCR reaction was cycled in an Applied Biosystems Prism 7500 with the following cycling conditions: 50°C for 15 minutes; 95°C for 2 minutes, followed by 45 cycles of 95°C for 15 seconds 60°C for 40 seconds. Data collection of FAM and VIC signals was set at the 60°C step. The quantification was based on an in house standard curve calibrated against the WHO HIV International standard, but expressed as copies/ml, using a conversion factor of 0.56 HIV-1 copies/IU.
The quantitative total HIV-1 DNA assay was performed as described elsewhere.
1 The assay has a lower limit of detection of approximately 50 copies/million cells. Ang-1=angiopoietin-1.Ang-2=angiopoietin-2. CRP=C-reactive protein. E-SEL=E-selectin. ICAM3=intercellular adhesion molecule 3.IL-1Ra=interleukin-1 receptor antagonist. IL-6=Interleukin-6. IL-8= interleukin-8. IL-10=interleukin-10. MCP-1=monocyte chemoattractant protein-1.P-SEL=P-selectin. SAA=serum amyloid A. TM=trombomodulin. TF=tissue factor. TNF-α=tumour necrosis factor-α. sVCAM-1=soluble vascular cell adhesion molecule-1. VEGF= vascular endothelial growth factors. §From linear regression models of log(outcome) at week 48, adjusting for baseline log(outcome). *measured in pg/ml. #measured in ng/ml. Data are number of participants. *From acceptability questionnaires filled in by children and adolescents. $ 76 participants completed questionnaires at both time points. #McNemar's test
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